[Abstract] The infiltration of leukocytes into the central nervous system (CNS) is a common feature of many neuroinflammatory diseases such as multiple sclerosis, and also occurs during certain microbial infections such as by West Nile Virus. Here, we describe a method to isolate leukocytes from the spinal cords of mice. This method can be used for the characterization of leukocyte populations that infiltrate the spinal cord, and to perform functional studies with the isolated cells. The CNS of naï ve mice is infiltrated by very low numbers of leukocytes, however, upon inflammation increased numbers of mononuclear cells traffic to the CNS. The number of leukocytes that can be isolated roughly correlates with the degree of inflammation.
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Materials and Reagents
3. Centrifuge at 400 x g for 10 min, discard the supernatant and resuspend the cells in 5 ml of 30% isotonic Percoll (prepared using Percoll stock solution and 1x PBS). Add the 30% isotonic Percoll gently on top of 4 ml 70% isotonic Percoll (prepared using Percoll stock solution and 1x PBS) contained in a 15 ml conical centrifuge tube. Avoid mixing of the interface between the 70% and 30% solutions. Percoll should be used at room temperature, since cold cells tend to clump.
4. Centrifuge for 20 min at 500 x g, at room temperature, without break or accelerator. The myelin will form a compact layer at the top, while the leukocytes will form an opaque ring between the two layers of Percoll, the so called interface. 
